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Field of Invention 



[0001] 



The present invention relates to the use of antisense cDNA 



targeting for the inhibition and/or prevention of tumor growth. More 
specifically, this invention relates to the use of antisense nucleic acid 
derived from the antisense cDNA sequence of tubedown-1 for the 
inhibition and/or prevention of bone tumors, especially osteosarcoma and 
Ewings Sarcoma family of tumors. 



Background 



[0002] 



Cancer is generally treated with cytoreductive therapies that 



involve administration of ionizing radiation or chemical toxins that kill 
rapidly dividing cells. Unfortunately, these therapies are highly toxic to 



'Egress Mail" mmmg kbsi nwnb®w non-cancer cells and cause severe side effects, such as bone marrow 
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suppression, hair loss and gastrointestinal disturbances. 




Postal Service "Express Ms.ll Post Office to 
Addressee* service under 37 CFR 1.10 on 
ths date indicated above and is addressed 
to The Commissioner of Patents mid Trade- 




i 




26874 



PATENT .TRADEMARK OFFICE 



[0003] Osteosarcoma, a bone cancer occurring primarily in teenagers and 

young adults, affects approximately 2100 individuals yearly in the United 
States (1). This malignancy accounts for as many as 5% of all childhood 
malignancies and 60% of all malignant childhood bone tumors (2). 
Despite radical surgical resection of the primary tumor and aggressive 
adjuvant chemotherapy, the overall 2-year metastasis-free survival rate 
approaches only 66%. More than 30% of patients with this disease 
develop lung metastasis within the first year (3-4). The survival rate 
among those affected with osteosarcoma has not changed significantly 
over the past 10 years, despite changes in adjuvant chemotherapy (5). 

[0004] Ewing's Sarcoma is the second most frequent type of bone tumor 

and Ewing's Sarcoma most often strikes during the second decade of life. 
Tumors can metastasize to lungs, other bones and to the bone marrow (6- 
8). Approximately 25% of Ewing's tumor patients present detectable 
metastatic disease at diagnosis, but it is probable that most patients have 
micrometastases (9-10). Approximately 40 percent of Ewing f s sarcoma 
patients do not survive. Extraosseous Ewing's sarcoma variants including 
the peripheral primitive neuroectodermal tumor (PNET) and the Askin 
tumor (a thoracic form of Ewing's sarcoma) are more rare (7-8). 

[0005] Chemotherapy using cytotoxic drugs (vincristine, actinomycin-D, 

cyclophosphamide, etoposide), followed by surgery or radiotherapy is the 
current treatment regimen for Ewing's sarcomas (6, 10). There is a 50- 
70% survival rate (5 years) in cases of localized disease. However, when 
metastatic disease is observed, there is a 19-30% survival rate (5 years) 
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(10). Moreover, the risk of developing secondary malignancies is 
approximately 6.7% at 10 years and 43% at 20 years, and relapse 5 years 
after treatment occurs in approximately 9-16% of cases (7, 9). The 
intensive radiation and chemotherapy treatments for both osteosarcoma 
and Ewing's sarcoma tumors are associated with a high degree of toxicity. 
Thus, new treatments are needed for these types of pediatric bone tumors. 
[0006] Although the genetic alterations involved in Ewing's sarcoma have 

been identified, understanding how these pathologically modified genetic 

ijg pathways lead to and support growth of Ewing's tumors have not been 

sir* 

\u completely realized. The isolation, characterization and practical 

fz manipulation of additional regulatory molecules which could play a 

common role in the growth control of Ewing's sarcoma cells may lead to 
= |f new and improved therapies for the Ewing's family of tumors. Such new 

■y therapy would be aimed at altering the signaling pathways which regulate 

^ growth of Ewing's tumor cells and could offer alternatives or supplements 

to the currently available treatments. 
[0007] Furthermore, even less is known about the genetics or growth 

control of osteosarcomas. The isolation, characterization and practical 
manipulation of master regulatory molecules which could play a common 
role in the growth control of bone tumor cells may lead to new and more 
effective therapies for bone cancer. New treatments aimed at altering the 
signaling pathways which regulate growth of bone tumor cells offers 
alternatives or supplements to the exclusive use of radiotherapy, cytotoxic 
chemotherapeutic drugs and surgery, 
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[0008] The inventors have cloned a new gene named tubedown-1 (tbdn-1) 

which encodes a novel protein associated with an acetyltransferase activity 
(11). This tubedown-1 protein is highly expressed in primitive bone 
tumors of mesenchymal and neuroectodermal origin such as osteosarcoma 
and Ewing's sarcoma. The in vivo expression pattern of tbdn-1 suggests it 
may play a role in regulating endothelial, hematopoietic and bone 
development (Figure 1) (11). In early myeloid blood cells, blood vessel 
endothelium and bone, tbdn-1 is expressed at high levels early on and 
becomes downregulated as these cells mature (11). Tbdn-1 expression 
distribution during embryogenesis is similar to the expression distribution 
of FLI-1 (12). In adults, tbdn-1 is restricted to ocular and ovarian blood 
vessels, bone marrow and atrial endocardium. 

[0009] Tbdn-1 is also expressed highly in Ewing's sarcoma, cells, 

suggesting that it may play a regulatory role in this type of tumor. This 
finding implies that tbdn-1 may play a regulatory role in these types of 
bone cancer and perhaps bone cancer in general. Therefore, one approach 
to the treatment of these sarcomas would be a gene therapy approach 
aimed to block expression of tbdn-1 in these bone tumors by inducing 
expression of an antisense tbdn-1 cDNA fragment (AS tbdn-1) which 
inhibits tumor growth. 

Summary of the Invention 
[0010] As described herein, the present invention comprises a method to 

use tbdn-1 antisense reagents as gene therapy agents for the treatment of 
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bone tumors and Ewing's sarcoma family of tumors. Antisense-based 
reagents, such as tbdn-1 antisense construct or biologically stabilized 
oligonucleotides, or any compound which would elicit the downregulation 
of tbdn-1 level or activity and the same biological effects as tbdn-1 
antisense construct on bone tumor growth in vivo provide valuable 
alternative or supplemental therapies for bone cancer. 
[0011] The antisense cDNA molecules utilized in the present invention 

generate antisense mRNA of at least 70% complementarity to mRNA 
produced by a native tubedown-1 gene. Preferred antisense 
oligonucleotide molecules are selected from the group consisting of SEQ 
ID NO. 3 and SEQ ID NO. 4. These above-cited antisense 
oligonucleotides derived from the cDNA sequence of SEQ ID NO. 2, may 
also be formulated as compositions comprising a safe and effective amount 
of an antisense oligonucleotide molecule and a pharmaceutically 
acceptable carrier. 

[0012] A gene therapy approach for treatment of mammals afflicted with 

bone tumors, such as Ewing's Sarcoma and osteosarcoma or expressing a 
tubedown-1 protein is provided. For this method of treatment, a 
biologically active antisense cDNA is generated from the cDNA of SEQ 
ID NO. 2 and administered to cells of an individual producing excess of a 
tubedown-1 gene. 

[0013] This method further comprises in vivo administration into host 

cells a replicable vector comprising and expressing the desired antisense 
cDNA, which in turn produces the antisense mRNA. The vector is then 
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taken up by the cells to produce the antisense mRNA. This antisense 
mRNA binds to native mRNA produced by the tubedown-1 gene, thereby 
blocking expression of the gene. The antisense cDNA generates antisense 
mRNA of at least 70% complementarity to mRNA produced by a native 
tubedown-1 gene and which can hybridize with the native mRNA under 
low and high stringency conditions. The preferred antisense cDNA's for 
use in this gene therapy treatment are selected from the group consisting of 
SEQ ED NO. 3 and SEQ ID NO. 4 and mixtures thereof. 
[0014] In an alternative treatment for bone tumors, and Ewings Ssircoma 

family of tumors and osteosarcoma in particular, single-stranded antisense 
oligonucleotides derived from the antisense cDNA sequence of SEQ ID 
NO. 3 or 4 can be generated ex vivo. These antisense oligonucleotides are 
at least 15 nucleobases in length and preferably at least 25 nucleobases in 
length. Thus, when introduced into the cell, these antisense 
oligonucleotides cause inhibition of expression of tbdn-1 by hybridizing 
with native mRNA and genomic sequences of a tbdn-1 gene. Other 
biological or chemical factors to inhibit the expression of said tbdn-1 
protein are also within the scope of this invention. 

Brief Description of the Drawings 
[0015] Fig. 1: Tbdn-1 is highly expressed in developing bone and in bone 

tumors. Adjacent paraffin sections of day 14 gestation mouse embryo 
ribcage bones were stained using anti-tbdn-1 antibody AM272 (A) or 
preimmune IgY control antibody (B). Paraffin sections of primary human 
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osteosarcoma (C, 200X), primary Ewing's sarcoma (D, 200X; E, 400 X) or 
xenografted human Ewing's tumor cell line EWS-96 (F, 400X) were 
stained using anti-tbdn-1 antibody or preimmune IgY control antibody (G, 
Ewing's xenograft, 400X; H, osteosarcoma, 200X). A, B ? D, E, F and G 
were developed with alkaline phosphatase and fast red substrate (red stain) 
and counterstained with aqueous methyl green. C and H were developed 
with horseradish peroxidase (reddish-brown stain). Developing bone, both 
the primary bone tumors, and the xenografted Ewing's cell line showed 
intense tbdn-1 expression in tumor cells. Tbdn-1 staining was not seen in 
normal bone tissue (blue/green) surrounding the Ewing's sarcoma tumor 
(D) or was present at only very low levels in tissue surrounding the 
Ewing's xenograft (F, yellow-brownish areas, arrowed). 

Fig. 2: The EWS/FLI-1 fusion protein is expressed in Ewing's sarcoma 
cell lines. Western blotting was performed on protein lysates of the 
indicated cell lines using an antibody to FLI-1 (14). FLI-1, which is 
expressed by the IEM embryonic endothelial cell line and both the EWS- 
96 and RD-ES Ewing's sarcoma cell lines, is indicated. The EWS/FLI-1 
fusion protein, resolving as the larger molecular weight band indicated on 
the blot, is expressed only in the Ewing's sarcoma cell lines and not in the 
endothelial cell line. 

Fig. 3: Tbdn-1 transcript and protein are highly expressed in 
Ewing's sarcoma cell lines. A, Northern blot analysis of RNA prepared 
from Ewing's sarcoma cell lines EWS-96, SJES8, SJES7 and SJES1 as 
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indicated, was performed using a tbdn-1 cDNA probe. B, Western blot 
analysis of protein lysates of embryonic and retinal endothelial cell lines 
(IEM and RF/6A, respectively) and Ewing's sarcoma cell lines (RD-ES 
and EWS-96) was performed using the anti -tbdn-1 antibody Abl272 
revealing the 69 kDa band corresponding to tbdn-1. 

[0018] Fig. 4: Inhibition of tbdn-1 expression in Ewing's sarcoma cells usmg an 

antisense tbdn-1 construct. Anti-tbdn-1 (Abl272) western blot analysis of 
EWS-96 Ewing's sarcoma cell clones stably over-expressing antisense 
tbdn-1 cDNA (AStbdn-1) show decreased expression of tbdn-1 protein 
(AS1, AS2 and AS3) compared to controls (parental, parental EWS-96 
cells; vector, EWS-96 cells expressing the empty vector; AS control, 
EWS-96 cells transfected with AStbdn-1 construct but showing no 
decrease in tbdn-1 expression). 

[0019] Fig. 5: The antisense tbdn-1 construct AStbdn-1 does not produce 

aberrant toxic proteins. In vitro protein translated from control (control), 

antisense tbdn-1 (AStbdn-1) or tbdn-1 (tbdn-1) constructs using [-^S] 
methionine/cysteine were separated on SDS-PAGE and analyzed by 
autoradiography. In control preparations, one major band of -61 kDa is 
observed, while the tbdn-1 construct leads to synthesis of one major ~69 
kDa band as expected. No protein is synthesized using the antisense tbdn- 
1 construct (Astbdn-1). Apparent molecular weight markers are indicated 
to the right of the gel. 
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[0020] Fig. 6: Inhibition of tbdn-1 expression suppresses Ewing's sarcoma tumor 

cell growth. Ewing's sarcoma cell (EWS-96) clones showing decreased 
expression of tbdn-1 (AS 2 and AS 3) exhibit reduced growth compared to 
controls (PAR, parental EWS-96 cells; Vector, EWS-96 cells expressing 
the empty vector; AS CTR, EWS-96 cells transfected with AStbdn-1 
construct but showing no decrease in tbdn-1 expression). Growth of EWS- 
96 cells were assayed in standard culture conditions (A), in soft agar (B), 
and as xenograft tumors (C). Values are expressed +/- SEM. 



Detailed Description of the Invention 



Definitions 



[0021] As used herein, the term ''biologically active " refers to a protein 

having structural, regulatory, or biochemical functions of a naturally 
occurring molecule. 
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[0022] "Cells" "host cells" or "recombinant host cells" are terms used 

interchangeably herein. It is understood that such terms refer not only to 
the particular subject cell but to the progeny or potential progeny of such a 
cell. Because certain modifications may occur in succeeding generations 
due to either mutation or environmental influences, such progeny may not, 
in fact, be identical to the parent cell, but are still included within the scope 
of the term as used herein. 
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The term "derivative" as used herein, refers to the chemical 
modification of a polypeptide sequence, or a polynucleotide sequence. 
Chemical modifications of a polynucleotide sequence can include, for 
example, replacement of hydrogen by an alkyl, acyl, or amino group. A 
derivative polynucleotide encodes a polypeptide which retains at least one 
biological function of the natural molecule. A derivative polypeptide is 
one modified, for instance by glycosylation, or any other process which 
retains at least one biological function of the polypeptide from which it 
was derived. 

As used herein, the term "gene" or "recombinant gene" refers to a 
nucleic acid comprising an open reading frame encoding tbdn-1, including 
both exon and (optionally) intron sequences. A "recombinant gene" refers 
to nucleic acid encoding tbdn-1 and comprising tbdn-1 encoding, exon 
sequences, though it may optionally include intron sequences which are 
either derived from a chromosomal tbdn-1 gene or from an unrelated 
chromosomal gene. The term "intron" refers to a DNA sequence present in 
a given tbdn-1 gene which is not translated into protein and is generally 
found between exons. 

[0025] The words "insertion" or "addition" as used herein, refer to 

changes in an amino acid or nucleotide sequence resulting in the addition 
of one or more amino acid residues or nucleotides, respectively, to the 
sequence found in the naturally occurring molecule. 
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[0023] 



[0024] 



As used herein, the term "nucleic acid' refers to polynucleotides 
such as deoxyribonucleic acid (DNA), and, where appropriate, ribonucleic 
acid (RNA). This term is used interchangeably with the term 
"oligonucleotide" The term should also be understood to include, as 
equivalents, analogs of either RNA or DNA made from nucleotide 
analogs, and, as applicable to the embodiment being described, single- 
stranded (such as sense or antisense) and double-stranded polynucleotides. 

The phrases "percent identity" or "percent homology" refers to the 
percentage of sequence similarity found in homologues of a particular 
amino acid or nucleic acid sequence when comparing two or more of the 
amino acid or nucleic acid sequences. 

As used herein, the term "transfection" means the introduction of a 
nucleic acid, e.g., an expression vector, into a recipient cell by nucleic 
acid-mediated gene transfer. 

"Transformation", as used herein, refers to a process in which a 
cell's genotype is changed as a result of the cellular uptake of exogenous 
DNA or RNA, and, for example, the transformed cell expresses a 
recombinant form of tbdn-1, or where anti-sense expression occurs, from 
the transferred gene, the expression of a naturally-occurring form of tbdn-1 
is disrupted. 



The term "tumor" in the following specification denotes an 
uncontrolled growing mass of abnormal cells. This term includes both 
primary tumors, which may be benign or malignant, as well as secondary 
tumors, or metastases which have spread to other sites in the body. 

As used herein, the term "vector" refers to a nucleic acid molecule 
capable of transporting another nucleic acid to which it has been linked. 
Preferred vectors are those capable of autonomous replication 
and/expression of nucleic acids to which they are linked. Vectors capable 
of directing the expression of genes to which they are operatively linked 
are referred to herein as "expression vectors". In general, expression 
vectors of utility in recombinant DNA techniques are often in the form of 
"plasmids" which refer to circular double stranded DNA loops which, in 
their vector form are not bound to the chromosome. In the present 
specification, "plasmid" and "vector" are used interchangeably as the 
plasmid is the most commonly used form of vector. However, the 
invention is intended to include such other forms of expression vectors 
which serve equivalent functions and which become known in the art 
subsequently hereto. Vectors may also be viral vectors wherein the viral 
vector is selected from the group consisting of a lentivirus, adenovirus, 
adeno-associated virus and virus-like vectors. 
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The tbdn-1 protein (SEQ. ID. NO. 1) is highly expressed in 
developing bone and in bone tumors, including Ewing's sarcoma and 
osteosarcoma (Figure 1). Postnatal expression of tbdn-1 is restricted to the 
bone marrow and certain types of vasculature such as ocular and ov;arian 
blood vessels (11). Tbdn-1 is downregulated during IEM capillary 
formation in vitro. Inhibition of tbdn-1 by expression of antisense tbdn-1 
cDNA augments capillary formation of IEM cells. 

The in vivo expression pattern of tbdn-1 apparently functions to 
regulate the growth and development of bone tissue. Tbdn-1 expression is 
not observed in normal postnatal bone cells. Accordingly, a recombinant 
antisense construct of tbdn-1 cDNA (tbdn-1 cDNA given by SEQ. ID,. NO. 
2) has been generated (tbdn-1 cDNA sequence in an antisense orientation) 
and expressed in both the IEM and bone tumor cell lines. It has been 
found that this recombinant antisense construct blocks expression of the 
tbdn-1 protein. Blockage of tbdn-1 expression in Ewing's sarcoma cells 
using an antisense tbdn-1 cDNA construct (AStbdn-1) inhibits tumor 
growth in vitro and in vivo as xenografted tumors. These results are 
consistent with the premise that the tbdn-1 pathway controls growth of 
Ewing's sarcoma cells and that blockage of the tbdn-1 pathway provides a 
therapeutic alternative for treatment Ewing's tumors and also for 
osteosarcomas and bone tumors generally. 
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Nucleic acids which have a sequence that differs from the 
nucleotide sequence shown in SEQ ID No. 2 due to degeneracy in the 
genetic code and having at least 70% sequence homology, are also within 
the scope of the invention. Such nucleic acids are functionally equivalent 
to tbdn-1 cDNA (i.e., a cDNA's having a biological activity equivalent to 
that of cDNA derived from tbdn-1 gene) but differ in sequence due to 
degeneracy in the genetic code. One skilled in the art will appreciate that 
these variations in one or more nucleotides of the nucleic acids encoding 
tbdn-1 protein may exist among individuals of a given species due to 
natural allelic variation. Any and all such nucleotide variations and 
resulting amino acid polymorphisms are within the scope of this invention. 

Fragments of the tbdn-1 cDNA sequence as well as the entire 
cDNA of tbdn-1 may be used to generate the antisense nucleotide 
sequences. The nucleic acid fragments include those capable of producing 
antisense cDNA constructs which form antisense mRNA's that hybridize 
under high or low stringency conditions with nucleic acids from other, 
including alternate isoforms, e.g. mRNA splicing variants. 

Antisense oligonucleotides derived from the cDNA of tbdn-1 
include single-stranded antisense oligonucleotides that are at least 15 
nucleobases in length and preferably at least 25 nucleobases in length. 
These antisense oligonucleotides hybridize with the native mRNA of tbdn- 
1 to block expression of tbdn-1. Such oligonucleotides within the scope of 
the invention may also contain linker sequences, modified restriction 
endonuclease sites and other sequences useful for molecular cloning, 
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expression or purification of recombinant forms of the subject tbdn-1 
protein. 

Antisense cDNA molecules include, but are not limited to base 
pairs of at least 1000 nucleobases, base pairs 1413-1 (SEQ ID NO. 3) and 
base pairs 3418-1 (SEQ ID NO. 4). The antisense cDNA's within the 
scope of the invention may also contain linker sequences, modified 
restriction endonuclease sites and other sequences useful for molecular 
cloning, expression or purification of recombinant forms of the subject 
tbdn-1 protein. 



Methods of Treatment ofEwings Sarcoma, Osteosarcoma and Related Sarcomas 

[0038] Invention primarily relates to the use of the isolated 

oligonucleotides in antisense therapy for the treatment of Ewing's 
Sarcoma, osteosarcoma and other or related sarcomas expressing high 
levels of tbdn-1. As used herein, antisense therapy refers to administration 
or in situ generation of antisense cDNA or oligonucleotides or their 
derivatives which specifically hybridize (e.g. binds) under low and high 
stringency conditions, with the native mRNA and/or genomic DNA 
encoding a tbdn-1 protein, so as to inhibit expression of that protein, e.g. 
by inhibiting transcription and/or translation. The binding may be by 
conventional base pair complementarity, or, for example, in the case of 
binding to DNA duplexes, through specific interactions in the major 
groove of the double helix. In general, antisense therapy refers to the range 
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of techniques generally employed in the art, and includes any therapy, 
which relies on specific binding to oligonucleotide sequences. 
[0039] Absolute complementarity, although preferred, is not required. A 

sequence complementary to a portion of an RNA, as referred to herein, 
means a sequence having sufficient complementarity to be able to 
hybridize with the RNA, forming a stable duplex. In the case of double- 
stranded antisense nucleic acids, a single strand of the duplex DNA may 
thus be tested, or triplex formation may be assayed. The ability to 
y hybridize will depend on both the degree of complementarity and the 

=7; length of the antisense nucleic acid. Generally, the longer the hybridizing 

s g nucleic acid, the more base mismatches with an RNA it may contain and 

□ still form a stable duplex (or triplex, as the case may be). One skilled in the 

y art can ascertain a tolerable degree of mismatch by use of standard 

H procedures to determine the melting point of the hybridized complex. 

§11 [0040] An antisense construct of the present invention can be delivered, 

for example, as an expression plasmid which, when transcribed in the cell, 
produces RNA, which is complementary to at least a unique portion of the 
cellular mRNA which encodes a tbdn-1 protein. 
[0041] Alternatively, the antisense construct can be an oligonucleotide, 

which is generated ex vivo and which, when introduced into the; cell, 
causes inhibition of expression by hybridizing with the mRNA and/or 
genomic sequences of an tbdn-1 gene. Such oligonucleotides are 
preferably modified oligonucleotides, which are resistant to endogenous 
nucleases, e.g. exonucleases and/or endonucleases, and is therefore stable 
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in vivo. Exemplary nucleic acid molecules for use as antisense 
oligonucleotides are phosphoramidate, phosphothioate and 
methylphosphonate analogs of oligonucleotide (see also U.S. Pat. Nos. 
5,176,996, 5,294,564 and 5,256,775, which are herein incorporated by 
reference). Additionally, general approaches to constructing oligomers 
useful in antisense therapy have been reviewed (13, 14). 

Accordingly, the modified oligomers of the invention are useful in 
therapeutic, diagnostic, and research contexts. In therapeutic applications, 
the oligomers are utilized in a manner appropriate for antisense therapy in 
general. For such therapy, the oligomers of the invention can be 
formulated for a variety of loads of administration, including systemic and 
topical or localized administration. Techniques and formulations generally 
may be found in Remmington f s Pharmaceutical Sciences, Meade 
Publishing Co., Easton, Pa., and may include both human and veterinary 
formulations. For systemic administration, injection is preferred, inchiding 
intramuscular, intravenous, intraperitoneal, and subcutaneous for injection, 
the oligomers of the invention can be formulated in liquid solutions, 
preferably in physiologically compatible buffers such as Hank's solution or 
Ringer's solution. In addition, the oligomers may be formulated in solid 
form and redissolved or suspended immediately prior to use. Lyophilized 

forms are also included. 

In clinical settings, the gene delivery systems for therapeutic tbdn-1 
genes can be introduced into a patient (or non-human animal) by any of a 
number of methods, each of which is known in the art. For instance, a 
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pharmaceutical preparation of the gene delivery system can be introduced 
systemically, e.g. by intravenous injection, and specific transduction of the 
protein in the target cells occurs predominantly from specificity of 
transfection provided by the gene delivery vehicle, cell-type or tissue-type 
expression due to the transcriptional regulatory sequences controlling 
expression of the receptor gene, or a combination thereof. 

The pharmaceutical preparation of the gene therapy construct can 
consist essentially of the gene delivery system in an acceptable diluent, or 
can comprise a slow release matrix in which the gene delivery vehicle is 
imbedded. Alternatively, where the complete gene delivery system can be 
produced intact from recombinant cells, e.g. retroviral vectors, the 
pharmaceutical preparation can comprise one or more cells which produce 
the gene delivery system. 

Gene therapy methodologies can also be described by delivery site. 
Fundamental ways to deliver genes include ex vivo gene transfer, in vivo 
gene transfer and in vitro gene transfer. In ex vivo gene transfer, cells are 
taken from the patient and grown in cell culture. The DNA is transfected 
into the cells, and the transfected cells are expanded in number and then 
reimplanted in the patient. In in vitro gene transfer, the transformed cells 
are cells growing in culture, such as tissue culture cells, and not particular 
cells from a particular patient. These "laboratory cells" are transfected, and 
the transfected cells are selected and expanded for either implantation into 
a patient or for other uses. In vivo gene transfer involves introducing the 
DNA into the cells of the patient when the cells are within the patient. All 
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three of the broad based categories described above may be used to 
achieve gene transfer in vivo, ex vivo and in vitro. 

Mechanical (i.e., physical) methods of DNA delivery can be 
achieved by microinjection of DNA into germ or somatic cells, 
pneumatically delivered DNA-coated particles such as the gold particles 
used in a "gene gun" and inorganic chemical approaches such as calcium 
phosphate transfection. It has been found that physical injection of 
plasmid DNA into muscle cells yields a high percentage of cells whicli are 
transfected and have sustained marker genes. The plasmid DNA may or 
may not integrate into the genome of cells. Non-integration of the 
transfected DNA would allow the transfection and expression of gene 
product proteins in terminally differentiated, non-proliferative tissues for a 
prolonged period of time without fear of mutational insertions, deletions or 
alterations in the cellular or mitochondrial genome. Long-term, but not 
necessarily permanent, transfer of therapeutic genes into specific cells may 
provide treatments for genetic diseases or for prophylactic use. The DNA 
could be reinjected periodically to maintain the gene product level without 
mutations occurring in the genomes of the recipient cells. Non-integration 
of exogenous DNAs may allow for the presence of several different 
exogenous DNA constructs within one cell with all of the constructs 

expressing various gene products. 

Particle-mediated gene transfer may also be employed for inj ecting 
DNA into cells, tissues and organs. With a particle bombardment device, 
or "gene gun," a motive force is generated to accelerate DNA-coated high 
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density particles (such as gold or tungsten) to a high velocity that allows 
penetration of the target organs, tissues or cells. Electroporation for gene 
transfer uses an electrical current to make cells or tissues susceptible to 
electroporation-mediated gene transfer. A brief electric impulse with a 
given field strength is used to increase the permeability of a membrane in 
such a way that DNA molecules can penetrate into the cells. The 
techniques of particle-mediated gene transfer and electroporation are well 
known to those of ordinary skill in the art. 

Chemical methods of gene therapy involve carrier-mediated gene 
transfer through the use of fusogenic lipid vesicles such as liposomes or 
other vesicles for membrane fusion. A carrier harboring a DNA of interest 
can be conveniently introduced into body fluids or the bloodstream and 
then site-specifically directed to the target organ or tissue in the body. Cell 
or organ-specific DNA-carrying liposomes, for example, can be developed 
and the foreign DNA carried by the liposome absorbed by those specific 
cells. Injection of immunoliposomes that are targeted to a specific receptor 
on certain cells can be used as a convenient method of inserting the DNA 
into the cells bearing that receptor. Another carrier system that has been 
used is the asialoglycoprotein/polylysine conjugate system for carrying 
DNA to hepatocytes for in vivo gene transfer. 

Transfected DNA may also be complexed with other kinds of 
carriers so that the DNA is carried to the recipient cell and then deposited 
in the cytoplasm or in the nucleoplasm. DNA can be coupled to carrier 
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nuclear proteins in specifically engineered vesicle complexes and carried 
directly into the nucleus. 

Carrier mediated gene transfer may also involve the use of lipid- 
based compounds which are not liposomes. For example, lipofectins and 
cytofectins are lipid-based positive ions that bind to negatively charged 
DNA and form a complex that can ferry the DNA across a cell membrane. 
Another method of carrier mediated gene transfer involves receptor-based 
endocytosis. In this method, a ligand (specific to a cell surface receptor) is 
made to form a complex with a gene of interest and then injected into the 
bloodstream. Target cells that have the cell surface receptor will 
specifically bind the ligand and transport the ligand-DNA complex into the 
cell. 

Biological gene therapy methodologies employ viral vectors to 
insert genes into host cells. The host cells include, but are not limited to 
bacterial or eukaryotic cells. Viral vectors that have been used for gene 
therapy protocols include, but are not limited to, retroviruses, other RNA 
viruses such as poliovirus or Sindbis virus, adenovirus, adeno -associated 
virus, herpes viruses, SV 40, vaccinia and other DNA viruses. Replication- 
defective murine retroviral vectors are the most widely utilized gene 
transfer vectors. Murine leukemia retroviruses are composed of a single 
strand RNA completed with a nuclear core protein and polymerase (pol) 
enzymes encased by a protein core (gag) and surrounded by a glycoprotein 
envelope (env) that determines host range. The genomic structure of 
retroviruses include gag, pol, and env genes enclosed at the 5 1 and 3 f long 
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terminal repeats (LTRs). Retroviral vector systems exploit the fact that a 
minimal vector containing the 5* and 3' LTRs and the packaging signal are 
sufficient to allow vector packaging and infection and integration into 
target cells providing that the viral structural proteins are supplied in trans 
in the packaging cell line. 

[0052] Fundamental advantages of retroviral vectors for gene transfer 

include efficient infection and gene expression in most cell types, precise 
single copy vector integration into target cell chromosomal DNA and ease 
of manipulation of the retroviral genome. For example, altered retrovirus 
vectors have been used in ex vivo methods to introduce genes into 
peripheral and tumor-infiltrating lymphocytes, hepatocytes, epidermal 
cells, myocytes or other somatic cells (which may then be introduced into 
the patient to provide the gene product from the inserted DNA). 

[0053] The adenovirus is composed of linear, double stranded DNA 

complexed with core proteins and surrounded with capsid proteins. 
Advances in molecular virology have led to the ability to exploit the 
biology of these organisms to create vectors capable of transducing novel 
genetic sequences into target cells in vivo. Adenoviral-based vectors will 
express gene product peptides at high levels. Adenoviral vectors have high 
efficiencies of infectivity, even with low titers of virus. Additionally, the 
virus is fully infective as a cell-free virion so injection of producer cell 
lines are not necessary. Another potential advantage to adenoviral vectors 
is the ability to achieve long term expression of heterologous genes in 
vivo. 
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[0054] Viral vectors have also been used to insert genes into cells using in 

vivo protocols. To direct tissue-specific expression of foreign genes, cis- 
acting regulatory elements or promoters that are known to be tissue- 
specific may be used. Alternatively, this can be achieved using in situ 
delivery of DNA or viral vectors to specific anatomical sites in vivo. For 
example, gene transfer to blood vessels in vivo was achieved by 
implanting in vitro transduced endothelial cells in chosen sites on arterial 
walls. The virus-infected surrounding cells, in turn, also expressed the 
gene product. A viral vector can be delivered directly to the in vivo site 
(by catheter, for example) thus allowing only certain areas to be infected 
by the virus and providing long-term, site-specific gene expression. In vivo 
gene transfer using retrovirus vectors has also been demonstrated in 
mammary tissue and hepatic tissue by injection of the altered virus into 
blood vessels leading to the organs. 
[0055] The compounds of the present invention may also be useful for the 

prevention of metastases from the tumors described above either when 
used alone or in combination with radiotherapy and/or other 
chemotherapeutic treatments conventionally administered to patients for 
treating angiogenic diseases. For example, when used in the treatment of 
solid tumors, compounds of the present invention may be administered 
with chemotherapeutic agents such as alpha inteferon, COMP 
(cyclophosphamide, vincristine, methotrexate and prednisone), etoposide, 
mBACOD (methotrexate, bleomycin, doxorubicin, cyclophosphamide, 
vincristine and dexamethasone), PROMACE/MOPP (prednisone, 
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methotrexate (w/leucovin rescue), doxorubicin, cyclophosphamide, taxol, 
etoposide/mechlorethamine, vincristine, prednisone and procarbazine), 
vincristine, vinblastine, angioinhibins, TNP-470, pentosan polysulfate, 
platelet factor 4, angiostatin, LM-609, SU-101, CM-101, Techgalan, 
thalidomide, SP-PG and the like. Other chemotherapeutic agents include 
alkylating agents such as nitrogen mustards including mechloethamine, 
melphan, chlorambucil, cyclophosphamide and ifosfamide; nitrosoureas 
including carmustine, lomustine, semustine and streptozocin; alkyl 
sulfonates including busulfan; triazines including dacarbazine; 
ethyenimines including thiotepa and hexamethylmelamine; folic acid 
analogs including methotrexate; pyrimidine analogues including 5- 
fluorouracil, cytosine arabinoside; purine analogs including 6- 
mercaptopurine and 6-thioguanine; antitumor antibiotics inchiding 
actinomycin D; the anthracyclines including doxorubicin, bleomycin, 
mitomycin C and methramycin; hormones and hormone antagonists 
including tamoxifen and cortiosteroids and miscellaneous agents including 
cisplatin and brequinar. For example, a tumor may be treated 
conventionally with surgery, radiation or chemotherapy and antisense 
cDNA tbdn-1 administration to stabilize and inhibit the growth of any 

residual primary tumor. 
[0056] When used in the above or other treatments, a therapeutically 

effective amount of one of the compounds of the present invention may be 
employed in pure form or, where such forms exist, in pharmaceutically 
acceptable salt form and with or without a pharmaceutically acceptable 
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excipient. A "therapeutically effective amount" of the compound of the 
invention means a sufficient amount of the compound to limit tumor 
growth or to slow or block tumor metastasis at a reasonable benefit/risk 
ratio applicable to any medical treatment. It will be understood, however, 
that the total daily usage of the compounds and compositions of the 
present invention will be decided by the attending physician within the 
scope of sound medical judgment. The specific therapeutically effective 
dose level for any particular patient will depend upon a variety of factors 
including the disorder being treated and the severity of the disorder; 
activity of the specific compound employed; the specific composition 
employed; the age, body weight, general health, sex and diet of the patient; 
the time of administration; the route of administration; the rate of excretion 
of the specific compound employed; the duration of the treatment; drugs 
used in combination or coincidental with the specific compound employed 
and like factors well known in the medical arts. For example, it is well 
within the skill of the art to start doses of the compound at levels lower 
than those required to achieve the desired therapeutic effect and to 
gradually increase the dosage until the desired effect is achieved. If 
desired, the effective daily dose may be divided into multiple doses for 
purposes of administration. Consequently, single dose compositions; may 
contain such amounts or submultiples thereof to make up the daily dose. 
[0057] Gene therapy also contemplates the production of a protein or 

polypeptide where the cell has been transformed with a genetic sequence 
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that turns off the naturally occurring gene encoding the protein, i.e., 
endogenous gene-activation techniques. 

Experimental Examples 

Cell Culture 

[0058] The EWS-96 cell line is derived from a Ewing's sarcoma patient 

specimen and is obtained at diagnosis. This cell line is cloned using 
limiting dilution. EWS-96 cell line exhibits MIC2 surface expression as 
detected by flow cytometry analysis with the anti-MIC2 antibody 013 
(Signet Laboratories, Dedham MA.). The t(ll;22) fusion mRNA product 
is detected in this cell line by RT-PCR. All experiments involving the use 
of pathological specimens of human tissues in these studies are obtained 
under informed consent under the approval of the Institutional Review 
Board of Children's Hospital Medical Center (Cincinnati, OH). All 
research on human specimens follows the tenets of the Declaration of 
Helsinki at all times. RD-ES and RF/6A cells are obtained from the 
American Type Culture Collection (Manassas, VA), while the IEM cell 
line has been previously described (15). SJES 1, 7,and 8 Ewing's sarcoma 
cell lines were kindly provided by Dr. Thomas Look at St. Jude Children's 
Research Hospital (Memphis, TN). All cell lines are grown and 
maintained in culture in low glucose Dulbecco's Modified Eagle Media 
(DMEM) supplemented with 2 mM glutamine, and 10 % fetal bovine 
serum (FBS). For RF/6A cells, culture media is further supplemented with 
50 uM of non-essential amino acids. 



[0059] EWS-96 cells are transfected by lipofection with the vector 

pcDNA3.1/Zeo (Invitrogen, CA) alone, or with a construct of the 
pcDNA3.1/Zeo vector harboring tbdn-1 cDNA nucleotide sequences 1- 
1413 in an antisense orientation (AStbdn-1). Two days after transfection, 
cells are selected with 25 ug/ml of Zeocin (Invitrogen, CA). After 
selection, clones are picked with cloning cylinders, expanded and 
characterized. 

Xenograft tumors 

[0060] For Ewing's sarcoma xenograft tumors, NOD scid B2m mice 

(Jackson Laboratory, Bar Harbor ME) are injected subcutaneously with 5 
X 10 6 viable EWS-96 cells (parental or transfected). Cell viability is 
assessed by trypan blue dye exclusion. Tumor growth of EWS-96 cells is 
monitored on a daily to weekly basis by measurement using fine calipers. 
After sacrifice, tumors are carefully dissected and weighed immediately 
thereafter. Xenograft human osteosarcoma tumors are obtained from the 
nu/nu mice xenograft bank of the Division of Hematology/Oncology at 
Children's Hospital Medical Center (Cincinnati, OH). Origin of the 
xenograft osteosarcomas is confirmed by chromosome analysis. All 
experiments involving animals are performed in accordance with the 
National Institutes of Health Guidelines on the Care and Use of Laboratory 
Animals and are approved by the Children's Hospital Medical Center 
(Cincinnati, OH) Institutional Animal Care and use Committee. 
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Western Blotting 

[0061] Cell lysates are prepared using Triton-X 100 lysis buffer (50 mM 

Tris, pH 8.0 ? 150 mM NaCl, 1% Triton-X 100) supplemented with 
protease inhibitors (1 mM PMSF, 0.3 U/ml aprotinin, and 10 ug/ml 
leupeptin) and phosphatase inhibitors (1 mM sodium orthovanadate, 25 
mM sodium fluoride, and 10 mM betaglycerophosphate. Lysates are 
clarified by centrifugation and protein is quantified and analyzed by SDS- 
PAGE. Gels are processed for western blotting using antibodies directed 
against FLI-1 (Santa Cruz Biotechnology, CA) and tbdn-1 (AM 272, ref. 
22). Incubations, washes and western blotting are performed by standard 
procedures using chemiluminescence detection (ECL Plus reagent, 
Amersham). 



Northern blotting 

[0062] Northern blotting is performed as previously described (Sambrook 

et ah, 1989). Blots are hybridized with a 32 P-labeled 5 ! end fragment of the 
tbdn-1 cDNA (nucleotides 1-1413) as probe. Blots are reprobed with a 



mouse 



18S ribosomal RNA cDNA in order to confirm loading equivalency 



and RNA integrity. 



Immunocytochemistry 

[0063] Immunocytochemistry is performed on paraformaldehyde fixed, 

paraffin embedded sections of mouse and human tissue specimens; to 
detect tbdn-1. Some sections are incubated in a solution of 
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methanol/peroxide to quench endogenous peroxidase activity in cases of 
peroxidase substrate reactions. Following a 1 hour blocking step in 2% 
normal goat serum, sections are incubated with either a 1/100 dilution of 
anti-tbdn-1 antibody AM272 or preimmune IgY. After rinsing in PBS, 
reactions are developed using the appropriate peroxidase or alkaline 
phosphatase conjugated species specific secondary antibodies (Promega, 
Madison, WI). Red color reactions are generated using amino 
ethylcarbazole substrate (AEC, Sigma) in the presence of H 2 0 2 for 
peroxidase reactions or naphthol-AS-MX Phosphate in the presence of 
Fast Red and Levamisole (to block endogenous tissue alkaline phosphatase 
activity) for alkaline phosphatase reactions. Peroxidase reacted sections 
are mounted in Cytoseal-60 (Stephens Scientific). Alkaline phosphatase 
reacted sections are counterstained using a 0.5% aqueous solution of 
methyl green, rinsed in water, dried and finally mounted in Pernio unt 
(Fisher, Pittsburgh, PA). Sections are viewed and photographed using a 
Nikon microscope system with a Kodak DC 120 digital camera attachment. 



In vitro transcription and translation 

[0064] hi vitro transcription and translation of the various constructs with 

the T7 TNT-coupled rabbit reticulocyte lysate system (Promega) are 
carried out according to the manufacturer's procedure in the presence of 
[ 35 S]methionine/[ 35 S]cysteine (1175 Ci/mmol; NEN Life Science 
Products, Boston, MA). Samples are analyzed by SDS-PAGE and 
autoradiography. 
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In vitro growth assays 

[0065] Parental and transfected EWS-96 cell clones are plated at 1 x 10 5 , 

2.5 x 10 5 and 5 x 10 5 cells per 35mm dish in standard culture media and 
cultured for 72, 48 and 24 hours, respectively. After culturing, cells are 
trypsinized and the number of viable cells per dish is determined in 
triplicate samples using trypan blue dye exclusion. For growth in soft 
agar, 2 x 10 5 parental or transfected EWS-96 cells are plated into a 60 mm 
dish in 2 ml of 0.33% Agar Noble (Difco Laboratories) in complete culture 
media over a layer of 2 ml of 0.5% Agar Noble in complete media. 
Between 7 to 10 days after plating, colonies growing in soft agar ;are 
counted. 



Results 



[0066] The EWS-96 cell line expresses the hallmark EWS/FLI-1 fusion 

protein (Fig. 2) characteristic of Ewing's sarcoma. The EWS/FLI-1 fusion 
protein expressed by the EWS-96 cell line co-migrates with the EWS/FLI- 
1 type II fusion protein expressed by the Ewing's sarcoma cell line RD-ES 
(Fig. 2). All Ewing T s sarcoma cell lines examined are positive for tbdci-1 
transcript and/or protein (Fig. 3). 

[0067] To address the functional role of tbdn-1 in Ewing's sarcoma, clones 

of Ewing's sarcoma cells are generated by stably over-expressing antisense 
tbdn-1 cDNA fragment (AStbdn-1) in order to block tbdn-1 expression. 
The AStbdn-1 construct does not encode an irrelevant protein product 
which could be nonspecifically toxic to the Ewing's sarcoma cells (Fig. 4). 
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Western blot analysis revealed that several Ewing's sarcoma cell clones 
transfected with the AStbdn-1 construct exhibited reduced expression of 
tbdn-1 protein expression when compared to the parental cells or Ewing's 
sarcoma cell clones expressing the empty vector (Fig. 5, and data not 
shown). 

[0068] The effect of downregulation of tbdn-1 expression was examined 

on both in vitro and in vivo growth of the Ewing's sarcoma cells. The in 
vitro growth (under standard culture conditions) and the anchorage 
independent growth in soft agar of clones of Ewing's sarcoma cells 
exhibiting reduced levels of tbdn-1 expression is significantly reduced 
compared to control cells (parental cells, cells transfected with the vector 
alone or with the AStbdn-1 construct but showing no reduction in tbdn-1 
levels [Fig. 5]) (Fig. 6 A and B, respectively). 

[0069] Furthermore, the downregulation of tbdn-1 expression in Ewing's 

sarcoma cells greatly inhibits their growth as tumors in vivo in a xenograft 
model compared to the control clones (Fig. 6C). The levels of tbdn-1 
expressed by the different EWS-96 clones (parental, transfected with the 
vector alone or AStbdn-1) correlates with their rate of growth in soft agar 
and as xenografts (Fig. 5, 6B and C). EWS-96 clone AS 3 which expresses 
the lowest level of tbdn-1 (Fig. 5) exhibited the most reduced growth rate 
in soft agar and as xenograft tumors (Fig. 6B and C). EWS-96 clone AS2, 
which expresses intermediate levels of tbdn-1 (more than clone AS3 but 
less than controls, Fig. 5) exhibits intermediate growth rates (higher than 
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clone AS3 but less than controls) in soft agar and as xenograft tumors (Fig. 
6B and C). 
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SEQUENCE LISTINGS 



(1) General Information 



(iii) NUMBER OF SEQUENCES: 4 
(2) INFORMATION FOR SEQ ID NO: 1 : 



(i) SEQUENCE CHARACTERISTICS 

(A) LENGTH: 593 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 1: 

Met Leu Glu Arg Leu Lys lie Tyr Glu Glu Ala Trp Thr Lys Tyr Pro 
15 10 15 

Arg Gly Leu Val Pro Arg Lys Leu Pro Leu Asn Phe Leu Ser Gly Glu 

20 25 30 

Lys Phe Lys Glu Cys Leu Asp Arg Phe Leu Arg Met Asn Phe Ser Lys 
35 40 45 

Gly Cys Pro Pro Val Phe Asn Thr Leu Arg Ser Leu Tyr Arg Asp Lys 
50 55 60 

Glu Lys Val Ala lie Val Glu Glu Leu Val Val Gly Tyr Glu Thr Ser 
65 70 75 80 

Leu Lys Ser Cys Arg Leu Phe Asn Pro Asn Asp Asp Gly Lys Glu Glu 

85 90 95 

Pro Pro Thr Thr Leu Leu Trp Val Gin Tyr Tyr Leu Ala Gin His Tyr 

100 105 110 

Asp Lys lie Gly Gin Pro Ser lie Ala Leu Glu Tyr lie Asn Thr Ala 
115 120 125 

lie Glu Ser Thr Pro Thr Leu lie Glu Leu Phe Leu Val Lys Ala Lys 
130 135 140 

lie Tyr Lys His Ala Gly Asn lie Lys Glu Ala Ala Arg Trp Met Asp 
145 150 155 160 

Glu Ala Gin Ala Leu Asp Thr Ala Asp Arg Phe lie Asn Ser Lys Cys 

165 170 175 

Ala Lys Tyr Met Leu Lys Ala Asn Leu lie Lys Glu Ala Glu Glu Met 

180 185 190 

Cys Ser Lys Phe Thr Arg Glu Gly Thr Ser Ala Val Glu Asn Leu Asn 
195 200 205 
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Glu Met Gin Cys 
210 

Ala Met Asn Lys 
225 

Arg His Phe lie 



Cys Met Arg Lys 

260 

Glu Asp Val Leu 
275 

Ala lie Glu He 
290 

Asn Lys Glu His 
305 

Lys Lys Leu Arg 



Glu Glu Glu Lys 

340 

Lys Lys Lys Lys 
355 

Glu Leu He Pro 
370 

Ala He Lys Phe 
385 

Glu Thr His Leu 



Leu Leu Met Leu 

420 

His Pro Trp Leu 
435 

Glu Ser Lys Asp 
450 

Met Asn Arg Leu 
465 

Phe Leu Lys Arg 



Lys Met Val Tyr 

500 

Leu Ala Thr Thr 



Met Trp Phe Gin 
215 

Phe Gly Glu Ala 
230 

Glu He Thr Asp 
245 

He Thr Leu Arg 



Arg Gin His Pro 

280 

Tyr Leu Lys Leu 
295 

Glu Ala Asp Thr 
310 

Asn Lys Gin Arg 
325 

Lys Asn Ala Glu 



Asp Asp Asp Asp 

360 

Glu Lys Leu Ala 
375 

Leu Thr Pro Leu 
390 

Phe Ala Phe Glu 
405 

Gin Ser Val Lys 



His Glu Cys Met 

440 

Leu Pro Glu Thr 
455 

Phe Gly Ala Thr 
470 

Asn Ser Asp Ser 
485 

Tyr Leu Asp Ser 



Leu Asp Gly Ser 



Thr Glu Cys Ala 

220 

Leu Lys Lys Cys 
235 

Asp Gin Phe Asp 
250 

Ser Tyr Val Asp 
265 

Phe Tyr Phe Lys 



His Asp Asn Pro 

300 

Ala Asn Met Ser 
315 

Arg Ala Gin Lys 
330 

Lys Glu Lys Pro 
345 

Glu Glu He Gly 



Lys Val Glu Thr 

380 

Lys Asn Leu Val 
395 

He Tyr Phe Arg 
410 

Arg Ala Phe Ala 
425 

He Arg Leu Phe 



Val Arg Thr Val 

460 

Asn Pro Lys Asn 
475 

Leu Pro His Arg 
490 

Ser Ser Gin Lys 
505 

Leu Thr Asn Arg 



Gin Ala Tyr Lys 



His Glu He Glu 

240 

Phe His Thr Tyr 
255 

Leu Leu Lys Leu 
270 

Ala Ala Arg He 
285 

Leu Thr Asp Glu 



Asp Lys Glu Leu 

320 

Lys Ala Gin He 
335 

Gin Arg Asn Pro 
350 

Gly Pro Lys Glu 
365 

Pro Leu Glu Glu 



Lys Asn Lys He 

400 

Lys Glu Lys Phe 
415 

He Asp Ser Ser 
430 

His Ser Val Cys 
445 

Leu Lys Gin Glu 



Phe Asn Glu Thr 

480 

Leu Ser Ala Ala 
495 

Arg Ala He Glu 
510 

Asn Leu Gin Thr 



35 



515 



520 



525 



Cys Met Glu Val 
530 

Lys Glu Ala Ala 
545 

Tyr Ala Leu Ala 



Thr Val Asn Gly 

580 



Leu Glu Ala Leu 
535 

Glu Ala Tyr Arg 
550 

Phe Met Pro Pro 
565 

Asp Ser Ser Ala 



Cys Asp Gly Ser 

540 

Ala Ser Cys His 
555 

Gly Tyr Glu Glu 
570 

Glu Thr Glu Glu 
585 



Leu Arg Asp Cys 



Lys Leu Phe Pro 

560 

Asp Met Lys lie 
575 

Leu Ala Asn Glu 
590 



He 



(2) INFORMATION FOR SEQ ID NO: 2: 

SEQUENCE CHARACTERISTICS 

(A) LENGTH: 3418 base pairs 

(B) TYPE: cDNA 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: cDNA 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 

CAAGTAACAC CCGCAAGATG AT AGAGGAT C TGCAGAGTGA GCATCATGGA TTGGTTATGC 6 0 

TTTACCATTT AT T AG AAG AC TATGAAATGG CAGCAAAAAT TTTAGAAGAG TTTAGGAAAA 12 0 

CACAGCAGAC ATCTCCTGAT AAAGTGGATT ATGAATATAG TGAACTCCTC TTATATCAGA 180 

ATCAAGTTCT T C GGGAAGC A GGTCTTTATA GAG AAG C C C T GGAACATCTT TGTACCTATG 240 

AAAAGCAGAT T T GT GAT AAA CTTGCTGTTG AAGAAAC CAA AGGGGAACTT CTGTTGCAGT 3 00 

TGTGTCGTTT GGAAGATGCT GCTGACGTTT AT AGAGGAT T ACAAGAGAGG AATCCTGAAA 3 60 

ATTGGGCCTA T T AC AAAGGC TTAGAAAAAG CACTGAAGCC AGCTAATATG TTAGAACGGC 42 0 

TAAAAATATA TGAGGAAGCC TGGACTAAAT ACCCCAGGGG ACTCGTGCCA AGAAAGCTGC 4 80 

CCTTAAACTT TTTATCTGGA GAGAAGTTTA AGGAGTGTTT GGATAGGTTC CTAAGGATGA 540 

ATTTCAGCAA GGGGTGTCCA CCTGTCTTCA AT AC C T T GAG GTCTTTATAC AGAGATAAAG 600 

AGAAGGTGGC AATCGTAGAA GAACTAGTAG TTGGTTATGA AACTTCTCTA AAAAGTTGTC 6 60 

GCCTATTTAA CCCCAATGAT GATGGAAAGG AGGAACCTCC AACCACATTA CTTTGGGTCC 720 

AGTACTATTT GGCACAGCAT TAT GATAAAA TTGGTCAGCC ATCCATTGCT CTGGAATACA 78 0 

TAAATACTGC AAT TGAAAGT ACACCAACAT TGATAGAACT CTTTCTTGTA AAAGCTAAAA 84 0 



(i) 
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TCTATAAGCA TGCTGGGAAT ATTAAAGAAG CTGCCAGGTG GAT GGATGAA GCCCAGGCCC 90 0 

TGGACACAGC AGACAGATTT AT TAATT C C A AGTGTGCAAA ATACATGT T A AAAGCCAACC 960 

TGATTAAAGA GGCTGAAGAA ATGTGTTCCA AGTTTACGAG GGAAGGAACT TCAGCGGTAG 102 0 

AGAACCTGAA TGAAATGCAG TGTATGTGGT T C C AG AC AG A GTGTGCTCAG GCATACAAAG 108 0 

CAATGAACAA ATTTGGTGAA GCACTTAAGA AATGT CAT GA AAT T GAG AG A CATTTTATAG 114 0 

AAATCACCGA TGACCAGTTT G AC T T T CAT A CAT AC T GT AT GAGGAAGATC ACCCTTAGAT 12 0 0 

CATATGTGGA CTTATTAAAA CTAGAAGATG TACTTCGACA GCATCCATTT TACTTCAAAG 12 60 

CAGCGAGAAT TGCTATTGAG ATCTATTTGA AGCTTCATGA CAACCCTCTG ACAGATGAGA 1320 

ACAAAGAACA CGAGGCTGAT ACAGCAAACA TGTCTGACAA AGAGCTAAAG AAACTGCGTA 13 80 

ATAAACAAAG AAGAGCTCAA AAGAAAGCCC AGATTGAAGA AGAGAAAAAA AATGC CGAAA 144 0 

AAGAAAAGCC GCAACGGAAT CCGAAAAAGA AAAAGGATGA TGATGACGAA GAAATTGGAG 150 0 

GCCCCAAAGA AGAGCTTATC CCTGAGAAAC TGGCCAAGGT TGAAACTCCA TTGGAAGAAG 156 0 

CTATTAAGTT TTTAACACCA TTGAAGAACT TGGTGAAGAA CAAGATAGAA ACTCATCTTT 162 0 

TTGCCTTTGA GATCTACTTT AGGAAAGAAA AGTTTCTTTT GATGCTACAA TCAGTAAAGC 16 80 

GGGCATTTGC TATTGATTCT AGTCATCCCT GGCTTCATGA GTGCATGATT CGACTCTTTC 1740 

ATTCTGTGTG TGAAAGTAAA GACTTACCCG AAACAGT T AG AACAGTATTA AAACAAGAAA 18 0 0 

TGAATCGTCT TTTTGGAGCA ACAAATCCAA AG AAT T T T AA TGAAACCTTT CTGAAAAGGA 1860 

ATTCTGATTC ATTGCCACAT AG AT TAT C AG CTGCCAAAAT GGT AT AT TAT TTAGATTCTT 192 0 

CTAGTCAAAA ACGAG C AAT A GAGCTGGCGA CAACACTTGA TGGATCCCTC AC C AAC AG AA 19 8 0 

ACCTTCAGAC TTGCATGGAA GTGTTGGAAG CCTTGTGTGA TGGTAGCCTA CGAGACTGTA 2040 

AAGAAGCTGC CGAAGCCTAC AGAGCAAGTT GTCATAAGCT TTTCCCTTAT GCTTTGGCTT 210 0 

TCATGCCTCC TGGATACGAA GAGGATATGA AGATCACAGT GAAC GGAGAT AGTTCTGCAG 216 0 

AAACGGAAGA ACTGGCCAAT GAAATCTGAA CAT CAT T AAA CAAGCAAATG GAATGACTTT 2220 

GG AC CAT AT C TAGTGTATAA TATTTTTGTC ACGCACCTGC TGCATTGCTC TTACTTACAC 22 8 0 

AGAATGAGAG GAGTAAATGT TCTTGCCTTC AAATAGTCTT ACGTTTTTTA TCCTGCTGAA 234 0 

AACTATATAT AAAAT AT C T A ACATTACAGG AT AT AGG T T C AGTTTCTTAA AAAATTAAAA 24 00 

GCTGCTAAAA TTGAGGGGTT TAAAAGAAAA AAAAATCCGT ATCCTATTCC TACCTTCCCT 24 60 

TCCCATGTTT TTAACTAATT TATATAAAAT CTGGAGGCTA TAACAGCTAA CATAGCAGGT 2520 

GTGTGGCAGA AAT AT T AC T T TAAATTTGTC TTGTGAGATT TTGCTATATC TCAGACAGCA 25 80 

TAAATAAATG CTGTTTTAGC ACTGGATTCT TTCACTGAGC ACAAAGAGTT GTTGGGGCTT 2 64 0 

TAG CAT C T GC CTGATTCTGT TACGGGGTTG GTGATTGACC ATAGGAAG T A TGCAATGTGA 2 70 0 

ATCACTGTGT ACAGAGCCGT CTACAACACA TGCTTGACGT TGTAGAGACT GGGACACATA 2 76 0 

GCTACCAAGC GGATTAAGTG AAACCTAGAA GGTGTTCAGT ACGTGTGTTG TGTTTCCAAA 2820 
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ATTCACTGTA CATGATCAGT TTGGTGTTCT TGTACCACAG TTTTTAACCG AAGGAACCAG 2 88 0 

TTGGAACAAT CTCAATTTAA CTAAAACTTG AAGAAC T AAA ATAACAATGC AAACCTTTAT 294 0 

CATTGTTTTG GCCAAACTTG TTAAAACTGT AATGCAAGAA CCAAATGCAC TGTGATGTGG 3 00 0 

CACCAACTAA TTATGCAAGC ATGAATTTTT CACCTGAGAG TGAAAAAAGA AAACTCTACC 3 060 

ATGGCTTGAA GTTACAGGAG CAGAACTCCT G AC T AC CAT T CTATGACTGA TGAAGAGACT 3120 

AAT AT C T AAA ACCTCAGCAG GCCTTGTTCA CGATATGCAG AAAAAGTGCT GCAGTTTAGA 3180 

TACCTCTGGG AACTTTTCCA CAGTGTCACA GGTTTGTAAT ACTTGAAGCC CTTCATTTCT 3240 

AAGAATATAT TTCTCGCTCA GTTGTTTCAG GCAAGCCCAA GACTTTGTAA TTTTTAAAGG 33 00 

GCCCAAGATT TTTTTTTCAA T AAC AG AC C A GCTTCTTTTT CCTGCAGTTA CAAATGTAAT 33 6 0 

TTCTTTTTTT TTTTGTTGTC AAACATAAGG TACCAAATAT GCAATAAATT GTTTTGGG 3418 

(2) INFORMATION FOR SEQ ID NO: 3: 

SEQUENCE CHARACTERISTICS 

(A) LENGTH: 1413 base pairs 

(B) TYPE: cDNA 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: Linear 

MOLECULE TYPE: cDNA 
HYPOTHETICAL: No 
ANTISENSE: Yes 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 

TCTGGGCTTT CTTTTGAGCT CTTCTTTGTT TATTACGCAG TTTCTTTAGC TCTTTGTCAG 60 

ACATGTTTGC TGTATCAGCC TCGTGTTCTT TGTTCTCATC TGTCAGAGGG TTGTCATGAA 12 0 

GCTTCAAATA GATCTCAATA GCAATTCTCG CTGCTTTGAA GTAAAATGGA TGCTGTCGAA 180 

GT AC AT C T T C TAGTTTTAAT AAGTCCACAT ATGATCTAAG GGTGATCTTC CTCATACAGT 240 

ATGTATGAAA GTCAAACTGG T CAT C GGTGA TTTCTATAAA ATGTCTCTCA AT T T CAT G AC 3 00 

ATTTCTTAAG TGCTTCACCA AATTTGTTCA TTGCTTTGTA TGCCTGAGCA CACTCTGTCT 3 60 

GGAAC C AC AT ACACTGCATT TCATTCAGGT TCTCTACCGC TGAAGTTCCT TCCCTCGTAA 420 

ACTTGGAACA CATTTCTTCA GCCTCTTTAA TCAGGTTGGC TTTTAACATG TATTTTGCAC 4 80 

ACTTGGAATT AATAAATCTG TCTGCTGTGT CCAGGGCCTG GGCTTCATCC ATCCACCTGG 54 0 

CAGCTTCTTT AAT AT T C C C A GCATGCTTAT AG AT T T TAG C TTTTACAAGA AAGAGTTCTA 600 

T C AAT GT T GG TGTACTTTCA ATTGCAGTAT TT AT GT AT T C C AG AG C AATG GATGGCTGAC 660 

C AAT T T TAT C ATAATGCTGT GCCAAATAGT ACTGGACCCA AAGTAATGTG GTTGGAGGTT 72 0 
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CCTCCTTTCC AT CAT CAT T G GGGTTAAATA GGCGACAACT T T T T AG AG AA GTTTCATAAC 78 0 

C AAC T AC TAG TTCTTCTACG ATTGCCACCT TCTCTTTATC TCTGTATAAA GACCTCAAGG 84 0 

TATTGAAGAC AGGTGGACAG CCCTTGCTGA AATTCATCCT TAGGAACCTA TCCAAACACT 900 

CCTTAAACTT CTCTCCAGAT AAAAAGT T T A AGGGCAGCTT TCTTGGCACG AGTCCCCTGG 960 

GGTATT TAG T CCAGGCTTCC T CAT AT AT T T TTAGCCGTTC TAACATATTA GCTGGCTTCA 102 0 

GTGCTTTTTC TAAGCCTTTG TAATAGGCCC AATTTTCAGG ATTCCTCTCT TGTAATCCTC 108 0 

TATAAACGTC AGCAGCATCT TCCAAACGAC ACAACTGCAA CAGAAGTTCC CCTTTGGTTT 114 0 

CTTCAACAGC AAGTTTATCA CAAATCTGCT TTTCATAGGT ACAAAGATGT TCCAGGGCTT 12 0 0 

CTCTATAAAG ACCTGCTTCC CGAAGAACTT GATTCTGATA TAAGAGGAGT TCACTATATT 126 0 

CATAATCCAC TTTATCAGGA GATGTCTGCT GTGTTTTCCT AAACTCTTCT AAAATTTTTG 13 2 0 

CTGCCATTTC ATAGTCTTCT AATAAATGGT AAAGCATAAC CAATCCATGA TGCTCACTCT 13 8 0 

GCAGATCCTC TATCATCTTG CGGGTGTTAC TTG 1413 

(2) INFORMATION FOR SEQ ID NO: 4: 

SEQUENCE CHARACTERISTICS 

(A) LENGTH: 3418 base pairs 

(B) TYPE: cDNA 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: Linear 

MOLECULE TYPE: cDNA 
HYPOTHETICAL: No 
ANTISENSE: Yes 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 

CCCAAAACAA TTTATTGCAT ATTTGGTACC TTATGTTTGA CAACAAAAAA AAAAAGAAAT 60 

T AC AT T T GT A AC T GCAGGAA AAAGAAGCTG GTCTGTTATT GAAAAAAAAA TCTTGGGCCC 12 0 

TTTAAAAATT ACAAAGTCTT GGGCTTGCCT GAAACAACTG AGCGAGAAAT ATATTCTTAG 18 0 

AAAT GAAGGG CTTCAAGTAT TACAAACCTG TGACACTGTG GAAAAGTTCC CAGAGGTATC 24 0 

TAAACTGCAG CACTTTTTCT GCATATCGTG AACAAGGCCT GCTGAGGTTT TAGATATTAG 3 00 

TCTCTTCATC AGTCATAGAA TGGTAGTCAG GAGTTCTGCT CCTGTAACTT CAAGCCATGG 360 

TAGAGTTTTC TTTTTTCACT CTCAGGTGAA AAATTCATGC TTGCATAATT AGTTGGTGCC 42 0 

AC AT C AC AGT GCATTTGGTT CTTGCATTAC AGTTTTAACA AGTTTGGCCA AAACAATGAT 4 80 

AAAGGTTTGC ATTGTTATTT TAGTTCTTCA AGTTTTAGTT AAAT T GAG AT TGTTCCAACT 54 0 

GGTTCCTTCG GTTAAAAACT GTGGTACAAG AACACCAAAC TGATCATGTA CAGTGAATTT 60 0 
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(ii) 
(iii) 

(iv) 



TGGAAACACA ACACACGTAC TGAACACCTT CTAGGTTTCA CTTAATC CGC TTGGTAGCTA 66 0 

TGTGTCCCAG TCTCTACAAC GTCAAGCATG TGTTGTAGAC GGCTCTGTAC ACAGTGATTC 72 0 

ACATTGCATA CTTCCTATGG TCAATCACCA ACCCCGTAAC AGAATCAGGC AGATGCTAAA 78 0 

GCCCCAACAA CTCTTTGTGC TCAGTGAAAG AATCCAGTGC TAAAACAGCA TTTATTTATG 84 0 

CTGTCTGAGA TATAGCAAAA TCTCACAAGA CAAATTTAAA GTAATATTTC TGCCACACAC 900 

CTGCTATGTT AGCTGTTATA GCCTCCAGAT T T TAT AT AAA TTAGTTAAAA ACATGGGAAG 960 

GGAAGGTAGG AATAGGATAC GGATTTTTTT TTCTTTTAAA CCCCTCAATT TTAGCAGCTT 1020 

TTAATTTTTT AAGAAACTGA AC C TAT AT C C TGTAATGTTA GATATTTTAT ATATAGTTTT 10 8 0 

CAGCAGGATA AAAAACGTAA GACTATTTGA AGGCAAGAAC ATTTACTCCT CTCATTCTGT 114 0 

GTAAGTAAGA GCAATGCAGC AGGTGCGTGA CAAAAATATT ATACACTAGA TATGGTCCAA 12 0 0 

AGTCATTCCA TTTGCTTGTT TAATGATGTT CAGATTTCAT TGGCCAGTTC TTCCGTTTCT 126 0 

GCAGAACTAT CTCCGTTCAC TGTGATCTTC ATATCCTCTT CGTATCCAGG AGGCATGAAA 132 0 

GC C AAAG CAT AAGGGAAAAG CTTATGACAA CTTGCTCTGT AGGCTTCGGC AGCTTCTTTA 13 8 0 

CAGTCTCGTA GGCTACCATC ACACAAGGCT TCCAACACTT CCATGCAAGT CTGAAGGTTT 144 0 

CTGTTGGTGA GGGATCCATC AAGTGTTGTC GCCAGCTCTA TTGCTCGTTT TTGACTAGAA 15 00 

GAAT CTAAAT AAT AT AC CAT TTTGGCAGCT GATAATCTAT GTGGCAATGA AT C AGAATT C 1560 

CTTTTCAGAA AGGTTTCATT AAAATTCTTT GGATTTGTTG CTCCAAAAAG AC GAT T CAT T 1620 

TCTTGTTTTA ATACTGTTCT AACTGTTTCG GGTAAGTCTT TACTTTCACA CACAGAATGA 16 8 0 

AAGAGT CGAA TCATGCACTC AT GAAG C C AG GGATGACTAG AATCAATAGC AAATGCCCGC 1740 

TTTACTGATT GTAGCATCAA AAGAAACTTT TCTTTCCTAA AGTAGATCTC AAAGGCAAAA 1800 

AGATGAGTTT CTATCTTGTT CTTCACCAAG TTCTTCAATG GTGTTAAAAA CTTAATAGCT 18 6 0 

TCTTCCAATG GAGTTTCAAC CTTGGCCAGT TTCTCAGGGA TAAGCTCTTC TTTGGGGCCT 192 0 

CCAATTTCTT CGTCATCATC ATCCTTTTTC TTTTTCGGAT TCCGTTGCGG CTTTTCTTTT 198 0 

TCGGCATTTT TTTTCTCTTC TTCAATCTGG GCTTTCTTTT GAGCTCTTCT TTGTTTATTA 2 04 0 

CGCAGTTTCT TTAGCTCTTT GTCAGACATG TTTGCTGTAT CAGCCTCGTG TTCTTTGTTC 210 0 

TCATCTGTCA GAGGGTTGTC AT GAAGCT T C AAATAGATCT C AAT AG C AAT TCTCGCTGCT 216 0 

T TGAAGT AAA ATGGATGCTG T C GAAGT AC A TCTTCTAGTT TTAATAAGTC CACATATGAT 222 0 

CTAAGGGTGA TCTTCCTCAT ACAGTATGTA TGAAAGTCAA ACTGGTCATC GGTGATTTCT 22 80 

ATAAAATGTC TCTCAATTTC ATGACATTTC TTAAGTGCTT C AC C AAAT TT GTTCATTGCT 2340 

TTGTATGCCT GAGCACACTC TGTCTGGAAC CACATACACT GCATTTCATT CAGGTTCTCT 24 00 

ACCGCTGAAG TTCCTTCCCT CGTAAACTTG GAACACATTT CTTCAGCCTC TTTAATCAGG 24 60 

TTGGCTTTTA ACATGTATTT TGCACACTTG GAAT T AAT AA ATCTGTCTGC TGTGTCCAGG 2520 

GCCTGGGCTT CATCCATCCA CCTGGCAGCT T C T T T AAT AT TCCCAGCATG CTTATAGATT 2 58 0 
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TTAGCTTTTA CAAGAAAGAG TTCTATCAAT GTTGGTGTAC TTTCAATTGC AGTATTTATG 2 64 0 

TATTCCAGAG CAATGGATGG CTGACCAATT TTATCATAAT GCTGTGCCAA ATAGTACTGG 27 00 

ACCCAAAGTA ATGTGGTTGG AGGTTCCTCC T TT C CAT CAT CATTGGGGTT AAATAGGCGA 27 60 

CAACTTTTTA GAGAAGTTTC ATAACCAACT ACTAGTTCTT CTACGATTGC CACCTTCTCT 2 820 

TTATCTCTGT AT AAAGAC C T CAAGGTATTG AAGACAGGTG GACAGCCCTT GCTGAAATTC 2 880 

AT C CTTAGGA AC C TAT C C AA ACACTCCTTA AACTTCTCTC CAGATAAAAA GTTTAAGGGC 2 94 0 

AGCTTTCTTG GCACGAGTCC CCTGGGGTAT TTAGTCCAGG CTTCCTCATA TATTTTTAGC 3 0 00 

CGTTCTAACA TATTAGCTGG CTTCAGTGCT TTTTCTAAGC CTTTGTAATA GGCCCAATTT 3 060 

TCAGGATTCC TCTCTTGTAA TCCTCTATAA ACGTCAGCAG CATCTTCCAA ACGACACAAC 3120 

TGCAACAGAA GTTCCCCTTT GGTTTCTTCA ACAGCAAGTT TAT C AC AAAT CTGCTTTTCA 3180 

TAGGTACAAA GATGTTCCAG GGCTTCTCTA T AAAGAC C TG CTTCCCGAAG AACTTGATTC 3 24 0 

TGATATAAGA GGAGTTCACT AT ATT C AT AA TCCACTTTAT C AGG AG AT GT CTGCTGTGTT 3 3 00 

TTCCTAAACT CTTCTAAAAT TTTTGCTGCC ATTTCATAGT CTTCTAATAA ATGGTAAAGC 33 60 

ATAACCAATC CATGATGCTC ACTCTGCAGA TCCTCTATCA TCTTGCGGGT GTTACTTG 3418 
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